Nocodozole was also present in the imaging chamber media throughout the experiment. While GFP-tubulin signal was present, an intensity corresponding to the MTOC was not found throughout the volume of the cell and thus the images represent a single x,y plane intersecting the IS. Convergence of lytic granules was not identified in this or other time-lapse sequences of Nocadazole-treated cells.
Supplemental Video Legends
Video 1: MTOC polarization in a YTS cell conjugated to a susceptible target cell. Timelapse movie of MTOC polarization in a YTS GFP-tubulin cell (right) conjugated to a susceptible 721.221 cell (middle, outlined; Fig. 1 B) showing differential interference contrast (top) and fluorescent acquisition sequences (bottom). The 721.221 target cell to which the YTS GFPtubulin cell (right) is conjugated, is outlined with white dashes every few frames in the fluorescent imaging sequence to facilitate orientation recognition. Green fluorescence represents GFP-tubulin and red LysoTracker-loaded acidified lysosomes. The MTOC is defined as the focus of GFP intensity as defined in the text. Images were obtained at a rate of 4 frames per minute and at least one image per minute is shown from T = 4 min to T = 24 min.
Video 2: MTOC polarization in an NK92 cell conjugated to a susceptible target cell. Timelapse movie of MTOC polarization in an NK92 GFP-tubulin cell (top) conjugated to a susceptible K562 cell (bottom; Fig. 1 C) . Differential interference contrast imaging is shown on top and fluorescence on the bottom. Green fluorescence represents GFP-tubulin and red LysoTrackerloaded acidified lysosomes. The MTOC is defined as the focus of GFP intensity as defined in the text. In selected frames, the target cell is outlined with a dashed line. In some frames the NK92 cell is extending superior to the target and thus the dashes are discontinuous. Images were obtained at a rate of 4 frames per minute and at least one image per two minutes is shown from T = 1 min to T = 24 min.
Video 3: MTOC positioning in a YTS cell conjugated to a non-susceptible target cell. Time-lapse movie of MTOC dynamics in a YTS GFP-tubulin cell (left) conjugated to a nonsusceptible K562 cell (right; Fig. 1 D) showing differential interference contrast (top) and fluorescent acquisition sequences (bottom). Green fluorescence represents GFP-tubulin and red LysoTracker-loaded acidified lysosomes. The MTOC is defined as the focus of GFP intensity as defined in the text. Images were obtained at a rate of 4 frames per minute and at least one image per two minutes is shown from T = 0 min to T = 34 min.
Video 4: Lytic granule movement relative to the MTOC in YTS cells exposed to immobilized antibodies. Time-lapse movies of lytic granule dynamics in a YTS GFP-tubulin cell on an anti-CD28-(left), anti-CD11a-(middle), or anti-CD45-coated (right) imaging chambers (Fig. 3) . Green fluorescence represents GFP-tubulin and red LysoTracker-loaded acidified lysosomes. The MTOC is defined as the focus of GFP intensity as defined in the text. Images were obtained at a rate of 6 frames per minute and at least one image per 90 s is shown from T = 0 min to T = 7, 8.5 or 15 min.
Video 5: Lytic granule dynamics in resting YTS cells. Streaming video of a resting YTS GFP-tubulin cell in an uncoated imaging chamber (Fig. 4A) . Red fluorescence represents LysoTracker-loaded acidified lysosomes. Images were obtained at a streaming rate of 4 frames per second and the video is shown at 5 times real time.
Video 6: Lytic granule dynamics in resting NK92 cells. Streaming video of a resting NK92 GFP-tubulin cell in an uncoated imaging chamber (Fig. 4B) . Red fluorescence represents LysoTracker-loaded acidified lysosomes. Images were obtained at a rate of 4 frames per second and the video is shown at 5 times real time.
Video 7: Lytic granule dynamics in activated YTS cells. Streaming video of an activated YTS GFP-tubulin cell in an anti-CD28-and anti-CD11a-coated imaging chamber (Fig. 4C) . Red fluorescence represents LysoTracker-loaded acidified lysosomes. Images were obtained at a rate of 4 frames per second and the video is shown at 5 times real time.
Video 8: Lytic granule dynamics in activated NK92 cells. Streaming video of an activated NK92 GFP-tubulin cell in an anti-NKp30-and anti-CD11a-coated imaging chamber (Fig. 4D) . Red fluorescence represents LysoTracker-loaded acidified lysosomes. Images were obtained at a rate of 4 frames per second and the video is shown at five times real time.
Video 9: MTOC and lytic granule dynamics in an ex vivo NK cell conjugating with a susceptible target cell. Time-lapse movie of an eNK cell nucleofected with GFP-tubulin (small cell) shown during conjugation with a susceptible K562 target cell (large cell; Fig. 5 ). Differential interference contrast imaging is shown on top and fluorescence on the bottom. Green fluorescence represents GFP-tubulin and red LysoTracker-loaded acidified lysosomes. The MTOC is defined as the focus of GFP intensity as defined in the text. Images were obtained at a rate of 4 frames per minute and at least one image per 90 s is shown from T = 0 min to T = 23 min.
Video 10: Effect of Taxol treatment on MTOC dynamics and lytic granule convergence. Time-lapse movie of a YTS GFP-tubulin cell pre-treated with Taxol in conjugation with a susceptible 721.221 target cell (Fig. 6, A-C) . Differential interference contrast imaging is shown on top and fluorescence on the bottom. Green fluorescence represents GFP-tubulin and red LysoTracker-loaded acidified lysosomes. The MTOC is defined as the focus of GFP intensity as defined in the text. Images were obtained at a rate of 4 frames per minute and at least two images per minute are shown from T = 0 min to T = 31 min. Taxol was present in the imaging chamber media throughout the duration of the experiment. (Fig. 6, D-F) . Differential interference contrast imaging is shown on top and fluorescence on the bottom. Green fluorescence represents GFPtubulin and red LysoTracker-loaded acidified lysosomes. The MTOC is defined as the focus of GFP intensity as defined in the text. Images were obtained at a rate of 6 frames per minute and at least one image per two minutes is shown from T = 0 min to T = 12 min. Cytochalasin D was present in the imaging chamber media throughout the duration of the experiment.
Video 12: Effect of p50 dynamitin, or p150Glued dynactin first coiled-coil domain (CC1) overexpression on lytic granule dynamics relative to the MTOC. Time-lapse movie of a YTS cell nucleofected with p50-GFP (left), or with CC1-GFP (right) in conjugation with a susceptible 721.221 target cell (Fig. 9) . Differential interference contrast imaging is shown on top and fluorescence on the bottom. Green fluorescence represents the p50-GFP, or the CC1-GFP fusion protein and red LysoTracker-loaded acidified lysosomes. Images were obtained at a rate of 6 frames per minute and at least one image per minute is shown from T = 0 min to T = 15 min (left) or one image per four minutes from T = 0 min to T = 22 min (right).
